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1.0-microgram zone size of the standard
curve. If the average value is lower
than the standard value, subtract the
difference between them from the 1.0-
microgram value on the curve. From
the curve, read the kanamycin poten-
cies corresponding to these corrected
values of zone sizes. Multiply the ob-
served potency by 100 and divide by 126
to obtain a value representing the po-
tency in terms of the milligram equiv-
alent of kanamycin B. The calculated
amount of kanamycin B is not more
than 5 percent of the content of
kanamycin found in paragraph (b)(1) of
this section.

(8) Crystallinity. Proceed as directed
in § 436.203(a) of this chapter.

[39 FR 19046, May 30, 1974, as amended at 50
FR 19919, May 13, 1985]

§ 444.30a Sterile kanamycin sulfate.
(a) Requirements for certification—(1)

Standards of identity, strength, quality,
and purity. Kanamycin sulfate is the
sulfate salt of a kind of kanamycin or
a mixture of two or more such salts. It
is so purified and dried that:

(i) Its potency on an anhydrous basis
is not less than 750 micrograms of
kanamycin per milligram.

(ii) It is sterile.
(iii) [Reserved]
(iv) It is nonpyrogenic.
(v) Its loss on drying is not more

than 4 percent.
(vi) Its pH in an aqueous solution

containing 10 milligrams per milliliter
is not less than 6.5 and not more than
8.5.

(vii) Its residue on ignition is not
more than 1.0 percent.

(viii) It gives a positive identity test
for kanamycin.

(ix) It contains not more than 5.0 per-
cent kanamycin B.

(x) It is crystalline.
(2) Labeling. It shall be labeled in ac-

cordance with the requirements of
§ 432.5(b) of this chapter.

(3) Requests for certification; samples.
In addition to the requirements of
§ 431.1 of this chapter, each such re-
quest shall contain:

(i) Results of tests and assays on the
batch for potency, sterility, pyrogens,
loss on drying, pH, residue on ignition,
identity, crystallinity, and kanamycin
B content.

(ii) Samples required:
(a) For all tests except sterility: 10

packages, each containing approxi-
mately 500 milligrams.

(b) For sterility testing: 20 packages,
each containing approximately 300 mil-
ligrams.

(b) Tests and methods of assay—(1) Po-
tency. Proceed as directed in § 436.106 of
this chapter, preparing the sample for
assay as follows: Dissolve an accu-
rately weighed sample in sufficient
sterile distilled water to give a stock
solution of convenient concentration.
Further dilute an aliquot of the stock
solution with sterile distilled water to
the reference concentration of 10
micrograms of kanamycin per milli-
liter (estimated).

(2) Sterility. Proceed as directed in
§ 436.20 of this chapter, using the meth-
od described in paragraph (e)(1) of that
section.

(3) [Reserved]
(4) Pyrogens. Proceed as directed in

§ 436.32(b) of this chapter, using a solu-
tion containing 10 milligrams of
kanamycin per milliliter.

(5) Loss on drying. Proceed as directed
in § 436.200(b) of this chapter.

(6) pH. Proceed as directed in § 436.202
of this chapter, using a solution con-
taining 10 milligrams per milliliter.

(7) Residue on ignition. Proceed as di-
rected in § 436.207(a) of this chapter.

(8) Identity. Dissolve about 10 milli-
grams of kanamycin sulfate in 1 milli-
liter of water and add 1 milliliter of a
1:500 solution of triketohydrindene hy-
drate in normal butyl alcohol. Then
add 0.5 milliliter of pyridine. Heat in a
steam bath for 5 minutes and add 10
milliliters of water; a deep-purple color
is produced.

(9) Kanamycin B content. Proceed as
directed in § 444.30(b)(7).

(10) Crystallinity. Proceed as directed
in § 436.203(a) of this chapter.

[39 FR 19046, May 30, 1974, as amended at 50
FR 19919, May 13, 1985]

§ 444.42 Neomycin sulfate.
(a) Requirements for certification—(1)

Standards of identity, strength, quality,
and purity. Neomycin sulfate is the sul-
fate salt of a kind of neomycin or a
mixture of two or more such salts. It is
so purified and dried that:
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(i) Its potency is not less than 600
micrograms of neomycin per milli-
gram, calculated on an anhydrous
basis.

(ii) [Reserved]
(iii) Its loss on drying is not more

than 8.0 percent.
(iv) Its pH in an aqueous solution

containing 33 milligrams per milliliter
is not less than 5.0 and not more than
7.5.

(v) It gives a positive identity test
for neomycin.

(2) Labeling. It shall be labeled in ac-
cordance with the requirements of
§ 432.5 of this chapter.

(3) Requests for certification; samples.
In addition to complying with the re-
quirements of § 431.1 of this chapter,
each such request shall contain:

(i) Results of tests and assays on the
batch for potency, loss on drying, pH,
and identity.

(ii) Samples required: 10 packages,
each containing approximately 300 mil-
ligrams.

(b) Tests and methods of assay—(1) Po-
tency. Proceed as directed in § 436.105 of
this chapter, preparing the sample for
assay as follows: Dissolve an accu-
rately weighed sample in sufficient
0.1M potassium phosphate buffer, pH
8.0 (solution 3), to give a stock solution
of convenient concentration. Further
dilute an aliquot of the stock solution
with solution 3 to the reference con-
centration of 1.0 microgram of neomy-
cin per milliliter (estimated).

(2) [Reserved]
(3) Loss on drying. Proceed as directed

in § 436.200(a) of this chapter.
(4) pH. Proceed as directed in § 436.202

of this chapter, using a solution con-
taining 33 milligrams of neomycin per
milliliter.

(5) Identity—(i) Reagents. (a) Sulfuric
acid solution: Mix concentrated sul-
furic acid and distilled water in volu-
metric proportions of 40:60.

(b) Xylene.
(c) p-Bromoaniline: (Prepare and

store this reagent in brown, nonactinic
glassware.) Place 380 milliliters of thio-
urea-saturated glacial acetic acid solu-
tion in the bottle, add 10 milliliters of
20 percent sodium chloride solution, 5
milliliters of 5 percent oxalic acid solu-
tion, and 5 milliliters of 10 percent di-
sodium phosphate solution, and mix

well. Add 8 grams of p-bromoaniline
and mix well. Let this reagent stand
overnight before use. Prepare the rea-
gent once weekly.

(ii) Procedure. Place about 10 milli-
grams of the sample into a test tube (19
millimeters × 150 millimeters), dissolve
with 1 milliliter of water, and then
carefully add 5 milliliters of the sul-
furic acid solution. Heat in a boiling
water bath for 100 minutes. Cool to
room temperature. Add 10 milliliters of
xylene to the test tube. Stopper the
tube and shake vigorously for about 1
minute. Let the two layers separate
and then decant the xylene layer into a
second test tube. Add 10 milliliters of
the p-bromoaniline reagent to the xy-
lene solution, shake, and let stand. The
development of a vivid pink-red color
is a positive identity test for neomy-
cin.

[40 FR 22252, May 22, 1975, as amended at 50
FR 19919, May 13, 1985]

§ 444.42a Sterile neomycin sulfate.

(a) Requirements for certification—(1)
Standards of identity, strength, quality,
and purity. Neomycin sulfate is the sul-
fate salt of a kind of neomycin or a
mixture of two or more such salts. It is
so purified and dried that:

(i) It has a potency of not less than
600 micrograms of neomycin per milli-
gram, calculated on an anhydrous
basis.

(ii) It is sterile.
(iii) It is nonpyrogenic.
(iv) [Reserved]
(v) Its moisture content is not more

than 8.0 percent.
(vi) Its pH in an aqueous solution

containing 33 milligrams per milliliter
is not less than 5.0 and not more than
7.5.

(vii) It gives a positive identity test
for neomycin.

(2) Labeling. It is to be labeled in ac-
cordance with the requirements of
§ 432.5(b) of this chapter.

(3) Request for certification; samples. In
addition to the requirements of § 431.1
of this chapter, each such request shall
contain:

(i) Results of tests and assays on the
batch for potency, sterility, pyrogens,
moisture, pH, and identity.

(ii) Samples required;
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